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© The present invention relates to a system for 
controlling the movement or transport of objects 
such as cells and other particles in a moving liquid 
stream. More particularly the invention relates to a 
system including a vacuum pump which pulls the 
sheath fluid from an open supply reservoir through a 
flow cell assembly where cell analysis occurs and 
discharges the flow cell effluent to an open waste 
reservoir. A pressure drop is created through the 
conduit leading from the supply reservoir to the flow 
cell which aspirates the cell suspension from an 
open sample vessel into and through the flow cell. 
The vacuum is regulated by controlling the electric 

F~ I G 1 FLOW CYTOMETER CONTROL SYSTEM 



power applied to the vacuum pump motor. Starting, 
stopping, reverse flushing, and draining of the flow 
cell assembly are controlled by programming the 
operation of four electric solenoid valves in fluid 
communication with the flow cell inlet and outlet 
passages, the operation of a reverse flush pump 
and, the operation of an electrically controlled tube 
lifter. A deaerator is provided to remove some of the 
air dissolved in the sheath fluid provided to the flow 
cell assembly to prevent the release of air and 
formation of adherent air bubbles in sensitive areas 
of the flow cell assembly. 
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This is a continuation-in-part of my prior ap- 
plication Serial No. 07/989,622, filed December 14, 
1992. 

Field of the Invention 

The present invention relates to a system for 
controlling a flow cytometry process in which cells 
and other particles suspended in a moving liquid 
stream, or sheath fluid, are measured and/or sepa- 
rated. More particularly the invention relates to a 
flow cytometer control system driven by a vacuum 
pump in which the starting, stopping and draining 
of the flow cell is controlled by programming the 
operation of four solenoid-actuated valves connect- 
ed to the inlet and outlet conduits of the flow cell 
and the operation of an electrically controlled cell 
sample tube lifter and operation of pressure pump 
which back flushes the sample introduction conduit. 
A flow restrictor creates a pressure drop in the 
sheath fluid flow between the supply reservoir and 
the flow cell developing a vacuum which aspirates 
cell sample from an open cuvette or tube into and 
through the flow cell. 

Background Art 

Flow cytometry, the measurement of cells in a 
moving liquid stream, is a valuable analysis tool in 
research laboratories. Conventional flow cytometry 
devices for sorting objects such as cells and par- 
ticles basically consist of a liquid stream forming a 
sheath fluid into which cell sample is introduced 
then focused through an orifice. As the objects 
pass through the orifice, particular characteristics of 
the objects are determined based upon the analyz- 
ing or counting capabilities of the device. Usually, 
the device can sort or count at high speeds, col- 
lecting tens of thousands of the objects based on a 
variety of chemical and physical characteristics 
such as size, granulation of the cytoplasm and 
presentation of specific antigens. Accordingly, 
there has been considerable interest in flow 
cytometry to sort objects for subsequent analysis. 

One commercially available flow cytometer 
which relies on a hydrodynamicaliy focused fluid 
system is known as the FACScan TM instrument 
sold by Becton Dickinson Immunocytometry Sys- 
tems, San Jose, California. The FACScan TM in- 
strument rapidly analyzes cells on the basis of 
fluorescence and light scatter properties. Analysis 
is accomplished by introducing cells in a suspen- 
sion to the center of a focused liquid stream thus 
causing them to pass, one at a time, through a 
focused light from a high powered laser. Each cell 
is individually characterized by its light scatter sig- 
nals and by the intensity and color of fluorescence 
emitted while it is illuminated. This system is de- 



scribed in U.S. Patent 4,844,610 issued Jul. 4, 
1989 to North, U.S. Patent 5,030, 022 issued Jul. 9, 
1991 to North and U.S. Patent No. 5,040,890 is- 
sued Aug. 20, 1991 to North. 

5 Typically flow cytometers systems have been 

implemented as pressure driven fluidics systems 
driven by pressure pumps. However, pressure 
driven systems have proven disadvantageous in 
that system leaks produce sprays of sheath fluid 

w which may expose the operator to bio-hazardous 
substances and cause damage to optical and elec- 
tronic components of the instrument. Regulatory 
valves required to control pressure driven cytome- 
try systems tend to become clogged with blood 

75 cells causing the valves to stick or otherwise mal- 
function. In addition, the design of pressure driven 
fluidics systems is more complicated than is the 
design of vacuum driven fluidics systems since 
pressure driven systems require the use of pres- 

20 surized connections for the supply reservoir and for 
other features necessary for the system to with- 
stand high system pressure levels. Pressure driven 
systems also require the sample vessel to sealably 
engage the flow cell assembly. Removal of the 

25 sample vessel can produce hazardous aerosols 
and back flow dripping of bio-hazardous fluids. 

Thus, a vacuum driven flow cytometry system 
provides many advantages over a pressure driven 
system. The design of the supply reservoir is 

30 greatly simplified, not requiring the use of pres- 
surizing connections, and can be refilled by gravity 
drain from a elevated supply vessel. In addition, 
there is no back-flow drip from the cell sample 
uptake tube, used to introduce the cell sample into 

35 the sheath fluid flow, which may expose the oper- 
ator to bio-hazardous substances. Cell sample ves- 
sels do not have to be pressurized or sealably 
engage the instrument to contain the system fluid 
allowing a new freedom of design in terms of the 

40 size and shape of the cell sample vessel. This 
freedom of design facilitates the design of auxiliary 
equipment, such as automatic tube lifters, which 
improve cell sample presentation. Another advan- 
tage realized is that the descent of the tube lifter 

45 can be prolonged allowing fluid residue from the 
sample uptake tube to drain into the cell sample 
vessel thus minimizing cell sample carryover which 
could skew test results of subsequent test runs. 
Finally, use of vacuum driven fluidics provides the 

50 opportunity to design a system in which the pump 
is utilized on a "demand" basis, being turned off 
once the system has reached a predetermined 
system vacuum or pressure level thus increasing 
the service life of the pump. 

55 A major problem encountered in the develop- 

ment of a vacuum driven flow cytometer is the 
creation of air bubbles in the sheath fluid as the 
system pressure level is reduced to a level below 
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atmospheric pressure. Air dissolved in the sheath 
fluid at atmospheric pressure comes out of solution 
when the sheath fluid is subjected to a vacuum. 
The bubbles lodge in troublesome areas such as in 
the analysis region of the flow cell. The bubbles 
may deflect cells from their proper trajectory 
through the illuminated area or analysis region of 
the flow cell. The present invention solves this 
problem through the use of a deaerator connected 
to the intake passage of the flow cell which re- 
moves much of the air dissolved in the sheath fluid. 

Another problem presented in the development 
of a vacuum driven flow cytometer is air being 
drawn into the flow cell by the residual vacuum 
remaining in the flow cell at the end of the test 
cycle. Thus, a means is required to equalize the 
vacuum developed in the flow cell thereby prevent- 
ing air from being drawn into the flow cell. This 
problem is solved by providing a valve, connected 
to an outlet passage of the flow cell, which vents 
the flow cell to atmospheric pressure as the tube 
lifter is descending thereby preventing air from 
being drawn into the flow cell. Computer control of 
valve actuation and the rate of descent of the tube 
lifter allows synchronous programmed control of 
the timing of these components. A rate of tube lifter 
descent which is sufficiently slow to permit the flow 
cell to fully vent before the uptake tube is removed 
from the analysis region is specified in pro- 
grammed control. 

SUMMARY OF THE INVENTION 

It is therefore an object of the present invention 
to provide a system architecture and related meth- 
od for control of a flow cytometer process having 
vacuum fluidics. The present invention provides 
many advantages over existing cytometers which 
use pressure driven fluidics and valves to regulate 
sheath and sample flow and which typically have 
manual sample presentation. 

Thus according to one aspect of the present 
invention, a flow cytometer control system is de- 
scribed which includes a flow cell with intake and 
outlet passages, a vacuum pump for drawing the 
sheath fluid through the flow cell and a flow restric- 
tor, connected to the intake passage, for develop- 
ing a pressure drop proximate to the cell sample 
vessel which aspirates cell sample from the vessel 
into the flow cell. 

According to another aspect of the present 
invention, a flow cytometer control system is de- 
scribed which includes a first valve V1 connected 
to the intake passage and second valve V2 con- 
nected to an outlet passage wherein opening valve 
V2 a predetermined time Ti before opening valve 
V1 allows cell sample to be pulled through the flow 
cell for a brief period with full system vacuum 



before the sheath fluid flow is begun thereby 
"boosting" the cell sample concentration through 
the orifice or cell analysis portion of the flow cell to 
the normal sample flow rate more rapidly. 

5 According to another aspect of the present 

invention, a control system is described which in- 
cludes a vacuum sensor connected to an outlet of 
the flow cell for sensing the pressure or vacuum 
level of the sheath fluid and a driver for regulating 

w power delivered to the vacuum pump motor. A 
solid state circuit, coupled to the vacuum sensor 
and the motor driver, is provided for controlling the 
operation of the motor driver based on the system 
vacuum level at the outlet of the flow cell. Power 

75 delivered to the vacuum pump motor is modulated 
to adjust the vacuum level to a predetermined fixed 
value. 

According to another aspect of the present 
invention, a control system is described for a vacu- 
20 urn driven system which includes a deaerator for 
removing gas dissolved in the sheath fluid which is 
released by the lower pressure level of the vacuum 
drive. 

According to another aspect of the present 

25 invention, a processor controlled automatic tube 
lifter is described which permits a slow rate of tube 
descent allowing the external residue on the sam- 
ple uptake tube to drain into the cell sample vessel 
thereby reducing carryover of cell sample between 

30 test cycles. 

According to another aspect of the present 
invention, a control system is described which in- 
cludes a third valve V3 for venting the flow cell to 
atmospheric pressure as the tube lifter descends 

35 thereby equalizing the vacuum developed in the 
flow cell to prevent air from being drawn into the 
flow cell through the sample injection tube. 

According to another aspect of the present 
invention, a method for controlling a cytometer 

40 system is described which includes the steps of 
providing a flow cell which is connected to a sheath 
fluid system and driven by a vacuum pump, as- 
pirating the cell sample into the flow cell for a 
predetermined time Ti to boost the cell sample 

45 flow rate through the flow cell, then circulating 
sheath fluid through the flow cell for cell analysis. 
The additional step of reverse-flushing the flow cell 
to minimize carryover of residual cell sample and 
contaminants which could skew test results is also 

so described. Control of the speed of tube lifter de- 
scent is provided for operator convenience, en- 
hancing his ability to control the system in opti- 
mum fashion. 

55 BRIEF DESCRIPTION OF THE DRAWINGS 

FIG. 1 is a schematic representation of the fluid- 
ics design of the present invention, the flow 
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cytometer control system. 

FIG. 2 is a block diagram of the computer 

control for the present invention. 

FIGS. 3A AND 3B are a logic flow diagram 

depicting method steps for the computer control 

of valves V1-V4, the reverse-flush pump, and 

the tube lifter. 

FIG 4 is a timing diagram depicting the opera- 
tion of valves V1 -V4. 

FIG. 5 is a circuit diagram depicting the closed 
loop control for the vacuum pump and discharge 
pressure switch. 

DETAILED DESCRIPTION OF THE PREFERRED 
EMBODIMENTS 

Referring now to the drawings wherein like 
reference numerals are used to reference identical 
components in various views, FIG. 1 is a schematic 
representation of the fluidics of the present inven- 
tion, flow cytometer control system, generally de- 
noted by the numeral 10. System pressure or 
vacuum is developed by a vacuum pump 12, which 
draws sheath fluid from a supply reservoir 14 
through a flow cell assembly 16 where cell sample 
is introduced and cell analysis occurs. Waste ef- 
fluent is then discharged into a waste reservoir 18. 
The sheath fluid from supply reservoir 14 is puri- 
fied before entering flow cell assembly 16 by draw- 
ing it through a 0.45 micron saline filter 20. A 
manual tubing pinch valve 22, provided in an outlet 
passage of the saline filter 20, is opened to bleed 
off air trapped in the saline filter 20. A KNF 
Neuberger Pump Model NF30KVDC is selected for 
use as vacuum pump 12 because it is self priming 
and because an identical pump can be used as 
pressure pump 76 which drives the deaerator 34 
thus minimizing the number of components needed 
in stock to manufacture the invention. 

Flow cell assembly 16 includes an intake pas- 
sage 24 and first and second outlet passages 26 
and 28, respectively. Within the flow cell assembly 
16, sheath fluid is focused through a cell analysis 
region 30. A test sample containing objects, usually 
tens of thousands of blood cells, is analyzed by 
counting or sorting the cells at high speeds based 
on a variety of chemical and physical characteris- 
tics such as size, granulation of the cytoplasm and 
the presence of specific antigens. 

The vacuum level of the flow cytometer control 
system 10 is regulated to a fixed value by modulat- 
ing the power delivered to the motor of the vacuum 
pump 12 based upon the system vacuum level 
sensed by a vacuum sensor 32 which is connected 
to the first and second outlet passages, 26 and 28, 
of the flow cell assembly 16. Pulsations in vacuum 
level are attenuated by a pulsation damper 34 
which can be a jar with an internal volume many 



times (10 to 1000 times) the stroke volume of the 
vacuum pump which is preferably a piston type 
with inlet and outlet check valves. Normally closed 
vacuum pump discharge pressure switch 36, for 

5 example Air Logic Switch Model F4100-100-50W, 
is connected in series with the motor of vacuum 
pump 12 to prevent excessive pump discharge 
pressure which could cause leaks or damage to 
vacuum pump 12. Pressure switch 36 shuts off the 

10 vacuum pump 12 when the waste reservoir 18 is 
removed. The quick disconnect device 38 seals off 
the flow cytometer control system 10 when the 
waste reservoir 18 is removed. Vent filters 40, for 
example 0.2 micron TEFLON filters, are provided 

75 on the supply reservoir 14 and on the waste reser- 
voir 18 to contain aerosols and prevent fluid spill- 
age when the reservoirs 14 and 18 are handled 
outside of the instrument. A remote discharge con- 
nection 42 may replace the waste reservoir 18, 

20 eliminating the need for the operator to handle 
hazardous waste fluid containers. 

Providing a flow cytometer system which is 
driven by a vacuum pump proves advantageous in 
that the sheath fluid supply reservoir 14 is not 

25 pressurized allowing a simple, inexpensive design 
without pressurized connections or other features 
which are required to provide a positive system 
pressure. The supply reservoir 14 can also be 
refilled by gravity drain from a superior supply 

30 vessel and waste sheath fluid may be discharged 
to a remotely located disposal site without affecting 
the operation of the system. The remote discharge 
feature eliminates the need for the operator to 
empty the waste reservoir 18 which may expose 

35 the operator to bio-hazardous material. In addition, 
system leaks do not produce sprays of sheath fluid 
which can damage optical, electronic, or other 
components of the test instrument. 

The cell sample is drawn into the flow cell 

40 assembly 16 through a sample uptake tube 44. The 
cell sample vessel 46 is placed in a tube lifter 48 
which is raised toward the flow cell assembly 16 
until the sample uptake tube 44 is immersed in the 
sample contained within cell sample vessel 46. A 

45 flow resistor 50, which may comprise a piece of 
conduit of a fixed length with a reduced inside 
diameter or a needle valve, creates a pressure 
drop in the conduit leading to flow cell assembly 
16 thereby developing a vacuum proximate to the 

50 flow cell assembly 16 which aspirates the sample 
from the cell sample vessel 46, usually an test tube 
or cuvette, into the flow cell assembly 16 at the 
proper rate. The use of vacuum driven fluidics 
proves advantageous in that dripping of the sheath 

55 fluid from the sample uptake tube 44 (which could 
produce bio-hazardous conditions) is avoided. 
Therefore, auxiliary devices to contain the drip from 
the sample uptake tube 44 after a test run are not 
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required. In addition, cell sample vessels do not 
have to be pressurized or to sealably engage the 
flow cell assembly 16 thereby allowing freedom of 
design in terms of the size and shape of the cell 
sample vessel 46 and freedom of choice in terms 
of designing a means for cell sample presentation. 

The deaerator 34 is length of thin walled sili- 
cone rubber tubing. The sheath fluid flows inside 
the tubing while the outside of the tubing is ex- 
posed to the full system vacuum level. Because 
silicone rubber is permeable to the passage of air, 
with its major components of oxygen and nitrogen, 
these gases diffuse through the silicone rubber 
tubing and are drawn off by the system vacuum. 
To construct the deaerator 34, a length of silicone 
rubber tubing is coiled up inside a 4 oz plastic jar. 
The system vacuum is applied to the jar interior 
which then also serves as the pulsation damper 34. 
The tubing is medical grade Dow Corning tubing 
with 0.132 inch inside diameter, 0.183 outside di- 
ameter and a length of 50 inches. Tested at a 
system vacuum of 0.3 of an atmosphere, this tub- 
ing has twice the needed capacity to deaerate the 
sheath fluid so that no bubbles are formed in the 
flow cell inlet regions. 

The tube lifter 48 is a linear motion device 
which travels from a bottom position, where the cell 
sample vessel 46 is installed or removed conve- 
niently by the operator, to an upward position over 
a distance of about five inches. In the upward 
position, the tube lifter 48 presents the cell sample 
vessel 46 to the sample uptake tube 44 through 
which the cell sample is aspirated from the cell 
sample vessel 46 into the flow cell assembly 16. 
The tube lifter 48 is guided on a rod during its 
linear travel and is driven upward and downward by 
a small DC motor operating through a gear train 
with a rack and pinion to produce the linear motion. 
Its extremes of travel are sensed by opto-interrup- 
tive devices which sense the interruption of an 
optical beam by a sheet metal flag on the carriage 
of the tube lifter 48 when the tube lifter 48 has 
traveled to the top or bottom position. These sens- 
ing devices are positioned at both the top and 
bottom positions which causes the power to the 
motor of tube lifter 48 to be shut off. The carriage 
of tube lifter 48 remains in the down position by 
gravity when no voltage is applied to the motor of 
tube lifter 48. The carriage of tube lifter 48 is held 
in the upward position by a retaining magnet. 

Four normally-closed solenoid-actuated valves 
V1-V4, 52, 54, 56, 58 respectively, are connected 
to the flow cell assembly 16 to provide control of 
fluid flow. V1 is connected to the intake passage 24 
of flow cell assembly 16. V2 54 is connected to the 
first outlet passage 26 of the flow cell assembly 16 
and to the vacuum pump 12 providing communica- 
tion between the flow cell assembly 16 and the 



waste reservoir 18. V3 56, also connected to the 
first outlet passage 26, vents to atmospheric pres- 
sure. V4 58, is connected to the second outlet 
passage 28 of flow cell assembly 16 providing a 

5 communication path through the flow cell assembly 
16 to waste reservoir 18. 

FIG. 2 is a schematic representation of the 
computer control system for the flow cytometer 
control system. The computer control system 60 

w includes microprocessor unit 62 comprises a single 
circuit board mounted inside the instrument cabinet 
of the flow cytometer control system 10. Operator 
access switches 64-68 actuate RUN, STOP (STAN- 
DBY) and DRAIN test modes, respectively. The 

75 micro-processor unit 62, for example Intel 286, 
may also be used for automatic control. During 
STOP (STANDBY) mode, all the valves V1-V4 52, 
54, 56, 58 are closed. During normal test RUN 
mode, V1 52 and V2 54 are open permitting sheath 

20 fluid to flow through the flow cell assembly 16. The 
sheath fluid is then discharged as effluent into 
waste reservoir 18. Valves V3 56 and V4 58 are 
opened by actuating the DRAIN operator access 
switch 68 to provide an alternative communication 

25 path through the cell analysis region 30 of the flow 
cell assembly 16 to waste reservoir 18. During 
DRAIN mode, the flow cell assembly 16 is drained 
to clear clogs and remove gas bubbles trapped in 
the flow cell assembly 16. Opening valves V3 56 

30 and V4 58 allows air to enter the flow cell and fluid 
to exit through valve V4 58. An air flow restrictor 50 
with a protective filter is provided between valve V3 
56 and the atmospheric inlet to limit airflow during 
the DRAIN mode to a value less than the vacuum 

35 pump capacity so that the system vacuum or pres- 
sure level can be maintained. 

Actuation of an operator access switches 64- 
68, designating RUN, STOP (STANDBY), and 
DRAIN modes respectively, by the operator causes 

40 the micro-processor unit 62 to output control sig- 
nals which energize the appropriate combination of 
valves V1-V4 52-58 and which appropriately posi- 
tion the tube lifter 48 and which energize the re- 
verse flush pump 76 to implement a desired test 

45 mode. Computer control allows valve actuation tim- 
ing, tube lifter ascent and descent timing and re- 
verse flush pump timing to be specified in com- 
puter programs which are downloaded into the 
micro-processor unit 62 from the storage medium 

50 72. The storage medium 72 may be provided, for 
example, by a floppy disk inserted into a floppy 
disk drive 74 which is also contained in the com- 
puter control system 60. Programmed control of 
the solenoid-actuated valves V1-V4 52-58, the tube 

55 lifter 48 and the reverse flush pump 76 allows the 
designer to finely tune the component actuation 
timing to optimize the fluidics performance of the 
overall system thereby minimizing cell sample car- 
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ryover, optimizing auto-boost of the cell sample 
flow rate and achieving stabilization of system 
vacuum level and fluid flow. 

FIGS. 3A and 3B are a flow diagram depicting 
the method steps for computer program control of 
the present invention, the flow cytometer control 
system including valves V1-V4 52-58, the reverse 
or back-flush pressure pump 76, and the tube lifter 
48. FIG 4 is a timing diagram depicting the en- 
ergized states of these components during normal 
test RUN cycle. As shown in FIG. 3A, the method 
of the present invention begins in step 100 by 
placing a new sample contained in a cell sample 
vessel 46 into the tube lifter 48 and the RUN switch 
64 is actuated by the operator. In step 102, the 
tube lifter up (TLU) line 47 is energized causing the 
tube lifter 48 to be driven upward for 59 computer 
ticks (each computer tick is equal to 18 seconds) 
or approximately 3 seconds. This completes the 
upward ascent of the tube lifter. The tube lifter is 
maintained in the up position by a retaining mag- 
net. In step 104, while the tube lifter 48 is main- 
tained in the up position, valve V2 54 is energized 
or opened for 18 computer ticks or one second to 
perform the auto-boost function wherein the cell 
sample is aspirated from the cell sample vessel 46 
at 5 to 7 times the normal rate to boost the cell 
sample flow rate through the analysis region 30 to 
the normal test level more rapidly. In step 106, 
valve V1 52 is energized for 126 computer ticks or 
7 seconds, while the tube lifter is maintained in its 
upward position and V2 54 remains open. After 
this, data acquisition begins in step 108 for what- 
ever period is necessary for the particular test 
being run while V1 52 and V2 54 remain energized 
and the tube lifter 48 is maintained in its up posi- 
tion. The data acquisition period of step 108 in- 
cludes a period for the system to reach full sta- 
bilization of the sheath and sample flows, for exam- 
ple seven seconds. 

Data acquisition is terminated, either by com- 
puter control or by the operator pressing the STOP 
operator access switch 66 in step 110 of FIG. 3B. 
In step 112, valves V1 52 and V2 54 are each 
maintained in the energized or open position, the 
tube lifter 48 is maintained in its upward position 
while the reverse flush pump 76 is energized to 
perform the reverse flush cycle for 36 computer 
ticks or 2 seconds. In step 114, for the next 2 
computer ticks or just 0.1 seconds, while valves V1 
52 and V2 54 are still energized or open, the tube 
lifter down line 49 is energized to begin the de- 
scent of the tube lifter 48. The tube lifter down 
(TLD) line causes the tube lifter 48 to be driven 
downward. In step 116, the tube lifter down line 49 
is deenergized while valves V1 52 and V2 54 are 
still maintained in an energized or open condition 
for 54 computer ticks or 3 seconds. During this 



time, the tube lifter 48 continues a slow descent 
begun in the previous step 114 in which the tube 
lifter line 48 was energized for just 0.1 second. The 
slow descent of the tube lifter 48 allows the cell 

5 sample vessel 46 to slowly separate from the cell 
sample uptake tube 44 and the residual cell sam- 
ple to drain from the cell sample uptake tube 44 
back into the descending cell sample vessel 46. 
Finally, in step 118, valves V1 52 and V2 54 are 

10 deenergized or closed while valve V3 56, the at- 
mospheric inlet valve, is energized or opened and 
the tube lifter down line 49 is energized for 54 
computer ticks or 3 seconds driving the tube lifter 
48 downward. The tube lifter 48 stops automatically 

75 and valve V3 56 is deenergized as the cycle termi- 
nates. This sequence of events is also depicted in 
the computer control timing diagram of FIG. 4. 

The solid state control circuit for the vacuum 
pump is depicted in FIG. 5. Operational amplifier 

20 80 accepts input signals from vacuum sensor 32, 
connected to the inlet of pulsation damper 34. 
Vacuum sensor 32 monitors the over-all system 
vacuum or pressure level. The vacuum sensor 32 
incorporates a diaphragm of a piezoresistive ma- 

25 terial which generates a proportional voltage when 
deflected in response to the system pressure or 
vacuum level. The output from vacuum sensor 32 
is modeled in the form of a Wheatstone Bridge 
which is energized at terminals 1 and 3 from a 12V 

30 power source 78. The Wheatstone bridge is picked 
up on balance from terminals 2 and 4 and applied 
to the terminals of operational amplifier 80, which 
has a feedback resistor 82 of 100K Ohms. The 
output of operational amplifier 82 at pin 1 is a 

35 voltage which has a proportional linear relationship 
to the system pressure or vacuum level (volt- 
age/pressure). The output of the operational am- 
plifier 80 is applied to the positive input terminal of 
operational amplifier 84. Potentiometer 86 ranges 

40 from a positive 12V setting to a zero voltage setting 
and acts as the vacuum setting level control which 
is applied to the negative input terminal of oper- 
ational amplifier 84. Operational amplifier 84 acts 
as a comparator to determine which input voltage 

45 is greater. 

If the vacuum level is inadequate, the current 
from operational amplifier 84 drives motor driver 70 
(Power MOSFET), to output more current to the 
motor of vacuum pump 12 to drive it faster and 

50 harder in an effort to bring the system vacuum 
level up to the data level set by the potentiometer 
86. This scheme provides utilization of the full drive 
voltage (to within a few tenths of a volt) from the 
motor of vacuum pump 12. The "no load" to "full 

55 load" ratio provide has been found to be within 
approximately 3% of the vacuum setting. The 
vacuum level is set to approximately 4.5 psi vacu- 
um below atmospheric pressure at the factory. 
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The discharge pressure switch 36 is normally 
closed. If there is no pressure at the discharge of 
the vacuum pump 12 then discharge pressure 
switch 36 remains closed and the vacuum pump 
control circuit functions normally. If excessive pres- 
sure builds up at the discharge conduit of the 
vacuum pump 12, then discharge pressure switch 
36 opens the circuit, disconnecting power from the 
vacuum pump 12. Such an excessive pressure 
condition may occur when then the waste reservoir 
18 is removed. In this event, quick disconnect 
device 38 seals off the conduit so that the system 
begins to output effluent into a dead-end passage 
thereby building up pressure. Provision of dis- 
charge pressure switch 36 prevents the motor of 
vacuum pump 12 from burning out or from spray- 
ing effluent saline solution into the environment. 

Vacuum sensor 32 may be provided by 
Motorola Vacuum Sensor Model MPX2051. Motor 
driver 70 is provided, for example, by Power MOS- 
FET Model 1RF513 One advantage of regulating 
power delivery to the motor of vacuum pump 12 
based on a preselected system vacuum level is 
that the vacuum pump 12 runs only when required 
as a "demand" component. Thus, the vacuum 
pump 12 need not run at all during instrument 
STANDBY mode when no sheath fluid flows and 
may run only a few percent of the rated speed 
during normal test RUN mode thereby extending 
the life of the vacuum pump 12. The identical 
pump model is utilized as both the vacuum pump 
12 and the pressure pump 76. This pump may be 
provided, for example by KNF Neuberger, Model 
NF30KVDC. The selection of this pump is based 
on the fact that it is self priming. When the system 
is first energized, the pump must be able to pull air 
through the system conduits followed some sec- 
onds later by pulling liquid to create the normal 
vacuum cycle. To perform this function, the vacu- 
um pump must be "self-priming." In addition, when 
the pump is used as pressure pump 76, it must be 
able to flow the sheath fluid when in a non-en- 
ergized state and must thus have a low pressure 
drop. The aforementioned model pump has very 
small pressure drop check valves which allow the 
fluid to be pulled through the pump without a great 
pressure drop. 

Claims 

1. A flow cytometer control system for controlling 
the delivery of a cell sample drawn through an 
analysis region from a vessel, comprising: 

a flow cell, in communication with said cell 
sample vessel, for performing cell sample ana- 
lysis; 

an intake passage, connected to said flow 
cell, providing an ingress communication path 



for sheath fluid into said flow cell; 

first outlet passage, connected to said flow 
cell, providing a first egress communication 
path for said sheath fluid out of said flow cell; 
5 a vacuum pump with motor means, in 

vacuum communication with said first and sec- 
ond outlet passage, for pulling said sheath fluid 
through said flow cell; and 

flow restrictor means, connected to said 
w intake passage, for developing a pressure drop 

proximate to said cell sample vessel causing 
cell sample to be aspirated from said vessel 
into said flow cell. 

75 2. The control system of claim 1, further compris- 
ing; 

a first valve, connected to said intake pas- 
sage, for controlling the flow of said sheath 
fluid into said flow cell; 

20 a second valve, connected to said first 

outlet passage, for controlling the flow of said 
sheath fluid out of said flow cell; 

wherein actuating said second valve per- 
mits a vacuum to be developed through said 

25 analysis region of said flow cell for a predeter- 

mined time before actuating said first valve 
thereby pulling cell sample through said flow 
cell at a high predetermined cell sample flow 
rate to boost sample flow into said analysis 

30 region; and 

processor means, connected to said first 
and second valves, for controlling the actuation 
of said first and second valves under pro- 
grammed control. 

35 

3. The control system of claim 2, further compris- 
ing: 

a third valve, connected to said first outlet 
passage and to the atmosphere, for providing 

40 a communication path to atmospheric pressure 

at such time that said tube lifter is descending 
to substantially eliminate the vacuum devel- 
oped in said flow cell thereby preventing air 
from being drawn into said flow cell with no 

45 sample being present; 

sensor, connected to said first outlet pas- 
sage, for sensing the vacuum level of said 
sheath fluid; 

driver means, coupled to said vacuum 

so pump motor, for regulation of power delivery to 

said vacuum pump motor; and 

controller means, coupled to said sensor 
and said driver, for controlling the operation of 
said driver based on said vacuum level; 

55 whereby power delivery to said vacuum 

pump motor may be modulated based on said 
vacuum level to adjust said vacuum level to a 
predetermined fixed value. 
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4. The control system of claim 2, wherein said 
first, second, third and fourth valves are sole- 
noid actuated. 

5. The control system of claim 1, further compris- 
ing: 

a deaerator, connected to said intake pas- 
sage, for removing gas dissolved in said 
sheath fluid, wherein said deaerator is made of 
material which is permeable to oxygen and 
nitrogen to allow these gases to diffuse 
through its wall when exposed to said vacuum 
level and wherein said deaerator is contained 
within a jar which is exposed to said system 
vacuum thereby serving to dampen the vacu- 
um pulsations of said vacuum level. 

6. The control system of claim 1 , further compris- 
ing: 

a sample uptake tube, connected to said 
flow cell, for providing a communication path 
into said flow cell; and 

a tube lifter, movably positioned a pre- 
determined distance from said uptake tube, for 
positioning said sample uptake tube inside 
said cell sample vessel, the rate of descent of 
said tube lifter being controlled by said proces- 
sor means; 

whereby any external residue in said sam- 
ple uptake tube is allowed to drain into said 
cell sample vessel to reduce carryover of cell 
sample between test cycles. 

7. The control system of claim 1, further compris- 
ing; 

a supply reservoir connected to said first 
intake passage; and 

a waste reservoir connected to said first 
and second outlet passages; 

a pressure pump in fluid communication 
with said intake passage; and 

a first valve, connected to said intake pas- 
sage, for controlling the flow of said sheath 
fluid into said flow cell; 

a second valve, in fluid communication 
with said intake passage and said first outlet 
passage, for controlling the flow of said sheath 
fluid into and out of said flow cell; 

wherein with simultaneous activation of 
said first and second valves said pressure 
pump flushes residual cell sample and con- 
taminants from said flow cell, and wherein said 
tube lifter, said pressure pump and said first 
and second valves means are connected to 
said processor means and are actuated under 
programmed control. 



8. A method for controlling a cytometer system 
having a flow cell for cell analysis with intake 
and outlet passages connected to a sheath 
fluid system driven by a vacuum pump, com- 

5 prising the steps of: 

(A) aspirating cell sample into said flow cell; 
and 

(B) passing sheath fluid through said flow 
cell for cell analysis. 

10 

9. The method of claim 8, further comprising the 
steps of: 

(C) reverse-flushing said flow cell to mini- 
mize carryover of cell sample and con- 

75 taminants. 

10. The method of claim 9, wherein step (A) is 
performed by: 

providing a first valve, connected to said 
20 intake passage, and a second valve connected 

to said first outlet passage; and 

energizing said second valve a predeter- 
mined time before energizing said first valve to 
develop a vacuum in said flow cell which as- 
25 pirates said cell sample through said analysis 

region at a predetermined flow rate; 
wherein step (B) is performed by: 

energizing said first valve to permit said 
sheath fluid to flow through said analysis re- 
30 gion; and 

wherein step (C) is performed by: 

energizing said first and second valves 
and said reverse flush pump substantially si- 
multaneously to permit sheath fluid flow 
35 through said flow cell thereby to flush cell 

sample and contaminants from the flow cell. 
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it#Rz$ mnm±ft*mz.rc trx h > # 

(1 0-1 0 0 0{§) rtasgjftfcMS.fcg&fc'TS 
CfctfT»#So ^fflftE*>7°^mi±*X^-y^3 6"T 
fttJ-e^JAtfxr— • P^-y^ • X^-yf • *7*/l>F 4 
1 0 0- 1 0 0-5 0W^\ tJ±^>7"l 2©^-£(C 

mmimmztix, m±#y^\ 2<Dm®ximm* i }\ 40 

^|HJlt-jig<7)^y7 0 gPfllJ±77^Rei:t-^o )±77X^y 
f 3 6ti, J^iHtl U If--' * 1 8 DXl^tl^ t AJ±# 
>7°1 2£ffljtfSo Mii«gK3 8^ ggg^Ulf 
-^1 8^D^Wfc7P-t^ M-££iJftgg 

1 0%®m?%o jiStx^;V^4 0, 0!tf.yro. 2^7 

P7£Df7P77^;^^ m&V*?-^l iRXimM 

feu-if-^i 8tcsite»nT, u+f-^i 4M1 8^~ 

—rt 1 8 <DiXt> 9 ^b-^itSfSftny 50 
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[0 0 2 0] ftJ±^>7 0 (cJ;oTfKSj£tl£7n-^ 

-^1 4^ijpffi^ti-f\ ^entc^oT, ss^^sbe^ 
% am® h % imj±mmmxtt z © m<vmm%m 

-h K. «fe 3 SfefCfc «fe o TS^i* f SCfcfeTf, US 

rseg * ftfcflsBSBffc&m l r «> * 1 \ iipi^t±i«3g 

[0 0 2 1] «Ji, •9-y7>fXDtBL^4 4{Cj:oT 

mm a 6 a, §#%±&fgg4 8±fcEH*nT*t), 
^•6±tffiB 4 8 it, vy?°jm k> m LW 4 4 
+j-^7°;l/§§§4 6 rtfcAft&ftT^SU-S'^rtfcigi* 

?n«S77P- b;I/ffli£#: 1 6 ©^^^±^641 
;V^^t?^tLOTSI§5 ott, 7P- b;wesi#i 6fc 
tifcJ;oT\ 7n-b;l/|liz:f*l 6©ifi< (cftE^^U 

-9y77^ aaaafi*e, iim^M^x^* 

a^-y h^5>^§ifflSSf->77^§g4 6^?.7P" b;V 
ffi±£f*l 6^\^ffi*fX?>o mi±iKf]7^^-rV-y^X^ 
c k <fe o T, ^>-X^{*A^ ^7°;HX *3 tH L 

©4 4 frZLtcrc (zmz^^mim^v 
s) cfc^jsu^nsfcv^fJ^i&So for, soft 

fi, taEE"ra&S#&<, *fc, 7P- b;HSiif*i 6 
4 6 CD^:#*atf JgttfCOV^TOlSfhi!) g Sg^tflffl 

[0 0 2 2] flK^Sg3 4«|fflS^i|cD>";3y^^-© 
ft*§o ^-X^f*(iC©W©rtfI^tl, -77, c 

L, Sg©ftJ±fc=t:oTffitlx6n?. 0 S^ts3 4^« 

77f7 7^|g©^fllJ{C*iKtttC#g?n§ 0 Sg©ft 

EE^ccssortfflifcjbHt^n, ccD@§g«s/c, mm 

M»»3 4fcLT©Slfemfc"ro ^©^{^, W10. 
3 3-bXf (0. 13 2^>f) , 4 6-bXf 
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(0. 1 8 , 52 1 2 (5 (M y 

n <Dmm%<v?y^-=-ynm<D s gT*&2> 0 *mj± 
©o. 3{g©gHmj±^«bfc±i^ c©m, 

[0 0 2 3] §^±^SH4 8f4. fP»>7>^ 
4 6 £ ic X o TtegfcgjiXfiSX D L7? t 

SfiaWftHfr^ 3(91 2. 7-feyf- (5^y^) J£tf± 

figT'fi, §&%±^gfi4 8&f-y7°;l^DEHL§4 

AKum-y-ffrmmA 6*js#u mm^y^jit>\ 

"9-^;HX0ttiL§4 4^LT£P»y7>§§§4 6 
tJ S «fc 5 fcfftBrf ^DC^Kio T±7J&tf 

4 8 tmmmz mmmim^x^mLrc t § 

g^±tfi§g 4 8 ©+^ U -y ^±©«^JS77 20 
BfSBt<feoT^*n«o £tie>©*£Sffigg^ MSP 

4 8©*-#^©«;fo£j|g»T'f So ww%±imw4 8 
©+-¥ U >y>H4, g^±tfgg4 8©^-^cEPin£ 

tc «fc o Tj^rffistcffispsnso 

[0 0 2 4] 4 0©^fflV WYKSKSl^V 1~V 4, 

5 2, 5 4, 5 6, 5 8^7P-fe;Vfiu#:l 30 

mmztiT, ffi#<Dffin*®m?z 0 v 1 a, 7P-t 

;l4§3zf*l 6©lX f 9iA*aEg2 4K88E3nTVSo V 

2, 5 454, 7P- fejUftsfcflci 6©fg 1 ©tBP}l£§2 
6^ftffi^^7°l 2fcKS*S«nT, 7P" tZ/V&zft 
fc^SfePJIf^l 8 £:©lffl*)S!S'£3o V 

3 , 5 6 S4. $ 1 ©tHnSBS 2 6 E88K3nT;fc&JEEfc: 
il^CS-tm^So V4, 5 8 fi, 7P- fe;Pffiv£#: 1 6 

©^2©ispas§2 stcgsKstrc, yu-^imiL^ 

1 6*5i*JS!*Bl , ;if--'M 8^\©3lilEg^iif±tLT^ 
§„ 40 
[0 0 2 5] 02f4, 7P- it^h^-^ffiiJiPSS©fc 

ffilJfPSS6 Ott, ^7P7P-b7^X>yf6 2^ 
^^D7n-byfa-7h6 2^ 7P-f^b 

»P>tlfcf-(D@iSll^tfo ^W*SHtX^-y 
^64~68f4, £Xr, RUN, STOP (STAND 

by) mdra i mm^-vzim-z^Zo ^mu 

fflorctblc, v^^D7°P-b-y^a->y h 6 2, 

il >f>f^2 8 6Wt5C}:fT*f§„ STOP 50 
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(STANDBY) K^fctt, #V1~V4, 5 
2, 5 4, 5 6, 5 8li£TfflCT^«o ffltffOfciaftl 
IS^- F{C*5^T(i, V 1 , 5 2fttfV 2,54 ttHjfc 
LTVT, ^-X»7P^-b;H§4ftl 6©ffJ^ 

j*ggtoyif-^i 8^^ai*nso #3, 5 6at>*# 

4, 5 8ii, ^-U-^tfgffT-t§DRA I NX^ 
>y^6 8*fa&*-arSCfc{c«fe-3TM^nr, 7P-b 
;HfiD:{* l 6 OIMW 3 O^JID J&Sf&j U * 

i 8 moa^ss?— waaBiB}*a^w*o drain 

Sftfc^frfcflXDRIKo #V3. 5 6Stf^V4, 58 

»), ilftm4, 5 8fr5£HTV<C « 
M7 ;l/**€Afc£aOftl&ll88l5# 5 o V 3 , 5 6 
fc*&Anfc0lfflfc:i8fr5ftT\ DRA I Nt-FtC 

ffiu ^©isn, sg©ft)±-ra^^flE7j^;^ii» 

[0 0 2 6] ^U-£|g#X^y^6 
4-6 8^Sj2-ti\ RUN, STOP (STANDB 
Y) RtfDRA I Nt-FCM^t SCfcteJ: 
•3, y^^n7n-t7^-yh6 2^ #V1~V 
4, 5 2~5 8©^-5©3i^affi*^ii-{C«7Jmi& 

7°7 6^»)2ti:Tpjfa©IS^-H^W^fci6© 

i&^Y 5 m#-5±^g©±#&tf TP**-r 5 > 

^T'iSL, 3B'l«f*7 2^P>vY^D7°P-by^a- 
-y h 6 2ptai*t-§o I31SS{*7 214, WIAtf, I^C 
< =i>-k 0 a-5f|5iJfPSg6 0P(c^-Stl?>-7P-y k 0 -^ 
^Xy F54'7*7 4rt(c|f A*tl?.7P'yh 0 — fVXy 

4 , 5 2-5 8. mn%±imW 4 8 7° 7 

6*^P^7A«fillfll"rS<li:{C«fcoT. ISBf^(4, Sg 

^©y^^xv -y ^ xftrnzmfflctztctbicmfm 
«^y7°;p©r^32©g»)±#^}it l. i§g©ii)± 

[0 0 2 7] 03© 3 AStf 3 B&4> #V1~V4, 5 

2-58, m^f&fr^mM&jixy^i 6 msmn 

gg© 3 y k° a - * 7°P ^5 h. W77l*©#Xx >y 7°^ 
St7P-f+-FT'SS„ 0 4 &4, il^©l^^7 

;Wo:ti5 ©*^ n a p©^»]ttSi^^t- ^ -f 5 

+ -ht'S5o H30 3AfcaVr«fc5fc:. *!80J!©77ffi 

xx-y7°i ooc^t. mm-yy^mAsft 
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&}-$nzz.tK&^Tmt&-$nz 0 xx-yXi 0 2ti3 

©T, g^±tfgg±S (TLU) 97X47£1|;b 
tlT „ W&%±if&& 4 8 5 9 =l y \L a - £ 
•fy^X (computer ticks) (^3 7 
-^-y^l 8#£^L©) -r&fc>^3#li 

T£fitimiZ®&l£tl&o Xx>y7°l 0 4C^T, § 10 
2, 5 4ti, 18 3>lfa^'fynt4*)5l» 

lifabti: Lto e, nr g«]3SS±#«f^«? ru IDAS 
~7{g©3iJtTKtfx?>ti, ^«fHS«3 OZMZMMV 
Xf7^10 6t4^T, #V1, 5 2 ti % 1 

2, 5 4«?nfttlCi^ft5„ C©^ X 20 

%mmmi9~zi\mtfmmn, #vi, 52 

2, 5 4 fcttE&jeSftfc:|^fc*lftS*u w^-s 
±tfgH4 8tt±^rffilIKffi*«nSo Xx-yXl 0 8 

[0 0 2 8] -r-^i)X»(i. 3yh°a-^ff5iJtPS/c«0 

3 CD 3 B©Xf'y7"l 1 0 £*5©T^U-£ME#li: 

XX ^6 6£*^W#aWrtfc{C«fcoT»7'f 30 
§o Xx^yXl 12tC*5^T, #V1, 5 2Stf#V 

2, 5 4«, mmtftfr^mmimjmnisn, 

,-Ky7°7 6««B£ftT3 63yt°a-^ • ^-y^Xt" 
^^^2#r E g^- f 7-7^;V^tf9o X-r-yXi l 4^*5 
©T, 2 3yk°a-3f -f-y^XTW^J^HO. 

i j&ffl, #v i . 52 &t>* v 2,54 mmt Lrmm 
s fc » Mflfcs nr © s rat, w#-5±tfgKTP*9 7 x 

4 9)b«?tlTg^±ifSS4 8©TP$#M$&3n 

£o W^±tfSBTP$ (TLD) 7YMaot, § 40 

w%±ifmw.4 8tfi : J3icmm-$ft2>o x^-yxi 1 6 

S*U — ^Vl, 52MV2, 5 4(i, ftlhL 
T5 4 3^k°a-£ • ^«y^X-r**3^3#HBIlS-r* 

m^mmm^^y 4 8 a o E o . i S«iH£ 

tlfcXx^yT 0 ! 1 4fc:fc^Tft$&Sttfctf>o< D Lfc 
TBfcffittSo §#^±^SH 4 8 ©>i>o < D k LfcT 

iA*^4 4Wo<Dfc^U ^«^XX;W 50 
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fflflS^ x 7 >im DE^f4 4A^Tiloofe§ ffflBS^ 
^§S4 6^i:S«n«o ititfx Xx-y7°l l 

8tc*5^r, #vi, 5 2MV2, 54imfj%mm 

•£tl?%t>*>M±-£tU -XX #V3, 56-T^fe^Tv 
7^>4 9^5 4 nytfa-^ • f7^Xt§t>^3# 
#^±tfSS 4 8 fi g«c#it U ^X *;l/tf»7t 

#V3, se^otA^JSKsn^o c©hi© 

ISB, H4cD3yk°a-^»^75X7>^-hfc 

[0 0 2 9] M!±#y~?0)fcib<DV U -y FXf- r-fUOff 
ElBtfHStoSSn'TVS,, ?H3l±i(>M#§8 ott, MSrM 
*«3 4©Anm^nfcftJ±-bx^3 2frt>(DX±) 

m^Jtmm%o fti±-tzx+>-3 SB^f*©jy±-f 

afc^JE^W^ffiSfSo J!J±-trX^3 2fi, SB 

X^3 2fr5©tti;frH:, 1 2 V*fi7 8*^048? 1 *3 
.fetf 3K*^T«**«*&*nS*^-hXh>' 7U 
■y ^©^tlfclSff-Sn'TVSo *7- hX h X • 7U -y 
S^tt, ^5 yX*0Ht»ig? 2 Stf 4 ^ 6 t? >y 7 X >y 7°* 
n_i.O 1 0 O + P^-A^X^-K/^y^JgJrLS 2^# 

t-§iggm(ig§g8 ocD^fcftt^^n^o wiiJi#s8 

l&StlSo #f»H^8 6S, 7°9X12Vfre> 
0 V*^©®HT^S"etilO?g»ti*'I§§8 4©ft©X 

[0030] mj±b^;v^}i^^±f^5c^, igwtid 

§§84^5. ©Waft*^- XflijgB 70 (Power 
MOSFET) ^rffiSjL, ftJ±#X7° 1 2©^-^-^<J: 

$X7°1 2©^:— **^©^Bll«EE (1 V© 1 0^>© 

2~3) sfiiffl-rscfcjb^tSo tcjfrs 
p s i {g^mj±fcfss?nso 

[0 0 3 1] fflmi±t>XJy?'3 G&MWffiVZ^Zo 
Its Pmj±7JX7>y^3 6WfflUfcSS"T»«0^ ftffi^ 

x7 o $ijfP0mffimaDaig-rSo mj±^xxi 2©sp 



(8) 



13 



MRUS 3 8 



10 



6%mtf%z ticker s nB$y 

7° 1 2 <D^#imi*®tl&<Dim±l£tlX&WRPi'\ 

mm^tmmt>mM * n s © # B&jts n« <, 

[0 0 3 2] fLffi-fey-9-3 2ti, thD-^©ftJ±-fey 
•9- • MP X2 0 5 1 t'r^fcAoTaHfcfSCfctfT't 
§ 0 ^-^1816^87 Oti, ®J?L&\ S F E 

T • t7*7H R F 5 1 3fcj;oTlilii$tl§o ^feltJR 
£ftfcgfi©ftj± W/WcS^Tftj±#y7° 1 2 ©^ 

ftj±*y7°i s'-x^awi&^giio s 

T A N D B Yt- F0H*fW$"S&g#>S:<, il^© 
F^fc&A,® 2 ~ 3 96©3iS"e©*fHKl U * 

KNF-a-/^- (Newberger) © 
F 3 0 K V D C EioTSfttS C k.tfi'Viz 

*fctt*u;rfc&i\ tram 
it. ftj±^^7°ttgHaxM^^^ti(f^e»^i\ s 
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[0 l ] *%0Ji©7n— ^ h*-$mW$iW(D7jM 
[0 2 ] *J£BJ!© n > If a - # ftjfp© 7n y 7 0 
[0 3] 3AM'3B(i, #V1~V4, jSJHfa/^ftL 

[04] #Vl~V4©ft{t©#^5>^*-h"e& 

[0 5] mjEE#^^RtfSfaiJEE*Xi'*yf-©fe«>©ffi;l/ 
-7°SiJ®^t-0SS0^fe§o 

10 7P— ^M-£»gg. 



1 6 

2 0 



1 2 fU±# 
7P-- tr;H§ii 
7-i7l^ 2 2 
2 6 mi ftnMSg, 2 8 
ftffi-try^ 3 4 HH 
4 0 iISt7^;l^ 



yy\ 14 tw;^-/^ 
tt> i 8 mmwaW-'^ 

2 4 fXDE^jlEg. 
II2ainjlSS> 3 2 
3 6 EEfrX'f vf\ 

4 2 spajgBKau, 4 4 

4 6 «+i->'7°;i'§^ 4 8 m^^mm., 

5 0 SfEnSiJISS, 52, 54, 56, 58 #s 

6 0 h 0 a-^ifiiJiPSg^ 6 2 v^7D7°D-b 
7fa-7K 6 4, 6 6, 6 8 X^-yf. 7 2 

f B1I«{*. 7 4 7P^fVxn*7^ 7 
6 Wm±71^yf 
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